Introduction {#Sec1}
============

DNA replication initiates at multiple replication origins along linear chromosomes in eukaryotes. Each origin generates a pair of sister replication forks that subsequently move along parental DNA in a bidirectional manner to undergo DNA replication. Replication forks then terminate when they encounter forks from the adjacent replication origins moving in the opposite direction. Thus, replication initiated at each origin leads to duplication of a discrete DNA region, which is called replicon.

In budding yeast *Saccharomyces cerevisiae*, DNA replication origins are defined by a ∼200-bp DNA sequence called an autonomously replicating sequence, which was originally identified based on its ability to support the replication of plasmid DNA (Newlon and Theis [@CR75]). The budding yeast genome (about 14 Mb) contains ∼300 replication origins at average intervals of ∼50 kb (Raghuraman et al. [@CR82]; Wyrick et al. [@CR95]; Yabuki et al. [@CR96]; Feng et al. [@CR28]; Nieduszynski et al. [@CR77]).

In fission yeast *Schizosaccharomyces pombe*, replication origins lack a consensus DNA sequence but consist of AT-rich sequences (Robinson and Bell [@CR84]). It is estimated that at least half of the approximately 2,500 intergenic regions have potential origin activity (Dai et al. [@CR21]), and 460 of these are actually licensed for replication (Hayashi et al. [@CR34]). Metazoan cells also lack any DNA consensus sequence for replication origins (Robinson and Bell [@CR84]), but intriguingly, the initiation points of replication at the nucleotide level show very similar distribution patterns within the origin regions in budding yeast, fission yeast, and humans (Bielinsky and Gerbi [@CR9]).

Despite the difference in the DNA sequences of replication origins between yeast and metazoa, the protein components assembling at replication origins and replication forks show remarkable structural similarities (Bell and Dutta [@CR6]). The prereplicative complex (preRC) is a large protein complex, comprised of the origin recognition complex (ORC), Cdc6, Cdt1, and Mcm2--7 (Blow and Dutta [@CR10]). The preRC is formed at replication origins from telophase and throughout G1 phase to license the origins for DNA replication initiation. At the onset of S phase, more proteins such as DNA polymerases and a sliding clamp called proliferating cell nuclear antigen (PCNA) are loaded at origins, establishing a protein complex called the replisome, which subsequently moves with a replication fork to undergo DNA replication (Johnson and O\'Donnell [@CR48]).

Replication of chromosomal DNA is a highly regulated process both in space and time. DNA replication initiation at various origins (origin firing) occurs by a coordinated temporal program; some origins fire early and others late during S phase. Inside the nuclei, duplication of chromosomal DNA is physically organized into replication factories, consisting of DNA polymerases and other replication proteins. In this review article, we examine the spatial organization and regulation of DNA replication within the nucleus and discuss how this spatial organization is linked to temporal regulation. We focus on DNA replication in budding yeast and fission yeast and, in chosen topics, compare yeast DNA replication with that in bacteria and metazoans. In this context, we briefly touch upon spatial regulation of DNA damage and replication checkpoints, which are, however, reviewed in more detail in Herrick and Bensimon ([@CR38]) and Branzei and Foiani ([@CR13]).

Subnuclear localization of replication origins and timing of their firing {#Sec2}
=========================================================================

When replication origins are isolated and placed on minichromosomes, they normally replicate in early S phase in budding yeast (Ferguson and Fangman [@CR29]). However, in their normal chromosomal context, some origins show delayed firing within S phase. This delay is due to proximal *cis*-acting chromosomal elements, telomeres, and other DNA sequences for subtelomeric and nontelomeric late-firing origins, respectively (Ferguson and Fangman [@CR29]; Friedman et al. [@CR30]). So far, among such *cis*-acting chromosomal elements, no consensus DNA sequences, apart from telomeres, have been identified.

It has been shown that both subtelomeric and nontelomeric late-firing origins localize preferentially in the nuclear periphery during G1 phase (Heun et al. [@CR40]). Does this nuclear periphery localization have a causative role in the late firing of replication origins during S phase? Indeed, in various conditions, the nuclear periphery localization of origins is correlated with their delayed replication. For example, *cis*-acting chromosomal elements, which determine the late firing of the origins, are also required for nuclear periphery localization (Friedman et al. [@CR30]; Heun et al. [@CR40]). Moreover, after a subtelomeric late-firing origin was excised from its chromosome locus prior to G1 phase (in G1, telomeres localize preferentially at the nuclear periphery); the origin advanced the timing of its firing to early S phase (Raghuraman et al. [@CR81]).

However, in some circumstances, late firing of replication origins is not correlated with their nuclear periphery localization during G1. For example, after a normally early-firing origin was tethered to the nuclear periphery by targeted interaction with an integral membrane protein, the origin did not show late firing (Zappulla et al. [@CR98]). Moreover, genetic screening identified mutants that disrupt telomere localization at the nuclear periphery but still maintain late firing of subtelomeric origins (Hiraga et al. [@CR42]). Therefore, nuclear periphery localization of replication origins is neither sufficient nor required for their late firing.

It seems that chromatin states and structures, such as silencing by Sir proteins and chromosome-end binding of the Ku complex, affect more directly the initiation timing of subtelomeric origins (Stevenson and Gottschling [@CR88]; Cosgrove et al. [@CR19]; Zappulla et al. [@CR98]). Sir proteins and the Ku complex also regulate the nuclear periphery localization of telomeres (Hediger et al. [@CR36]; Taddei and Gasser [@CR90]); however, the nuclear periphery localization is probably not a direct determinant of their replication timing. Perhaps a similar argument can be also applied for nontelomeric late-firing origins, although regulators other than Sir and Ku proteins may be involved in delaying their replication. For example, it was shown that histone deacetylase Rpd3 is important for delaying their replication (Vogelauer et al. [@CR92]; Aparicio et al. [@CR3]; Knott et al. [@CR53]); it is known that Rpd3 is targeted to promoters and coding regions and regulates their transcription (Kadosh and Struhl [@CR49]; Carrozza et al. [@CR17]; Keogh et al. [@CR50]).

In summary, it does not seem that the subnuclear localization of replication origins per se determines their timing of replication initiation in yeast; however, underlying chromatin states and structures probably regulate both their localization and initiation timing. Nonetheless, it is still possible that the subnuclear localization assists maintenance of underlying chromatin states and structures in a feedback and thereby affects replication timing moderately even if it is not an essential determinant.

DNA replication is also regulated temporally and spatially in metazoan cells. For example, euchromatin and heterochromatin undergo DNA replication in early and late S phase, respectively (Gilbert [@CR33]). Replication timing of a chromosomal region is correlated with its subnuclear localization and with chromatin states such as histone modifications (Hiratani et al. [@CR43]), similarly to yeast. Nonetheless, their causal relationships still remain to be clarified in metazoan cells.

Replisome architecture and association of sister replisomes {#Sec3}
===========================================================

Upon replication initiation, DNA polymerases and other replication proteins such as PCNA and replication factor C assemble at a licensed replication origin, forming a replisome, which subsequently moves together with a replications fork to undergo DNA replication (Johnson and O\'Donnell [@CR48]). A range of evidence suggests that each replisome synthesizes both leading and lagging strands of DNA simultaneously (Baker and Bell [@CR4]; Waga and Stillman [@CR93]; Johnson and O\'Donnell [@CR48]). In bacteria, one type of DNA polymerase (e.g., DNA polymerase III in *Escherichia coli*) synthesizes both leading and lagging strands. In contrast, in eukaryotes, the identity of DNA polymerases that synthesize each strand had been unclear until recently. The mutation rates were evaluated using polymerase mutants with reduced replication fidelity in budding yeast, and it was discovered that DNA polymerase δ and ε primarily synthesize lagging and leading strands, respectively (Pursell et al. [@CR80]; Nick McElhinny et al. [@CR76]).

It was originally thought that the two replisomes at sister forks (i.e., initiated from the same origin) would behave separately since they travel in opposite directions along template DNA. However, it was found that on bacterial circular chromosomes where DNA replication starts from a single defined origin, sister forks move along DNA and normally complete DNA replication with similar timing at a defined region on the chromosome (Bussiere and Bastia [@CR15]). To explain this coordinated termination of DNA replication, it was proposed that two replisomes at sister forks (sister replisomes) remain attached during DNA replication (Dingman [@CR24]; Falaschi [@CR27]).

This model predicts that template DNA moves into two associated replisomes, and newly replicated sister DNA strands are extruded as replication proceeds. Such DNA motion relative to centrally located stationary replisomes (Lemon and Grossman [@CR55]) was indeed confirmed in bacteria *Bacillus subtilis* and *Caulobacter crescentus* (Lemon and Grossman [@CR56]; Jensen et al. [@CR47]; Migocki et al. [@CR71]). Furthermore, electron microscopy of large tumor antigen (T antigen) in simian virus 40, which functions as a DNA helicase at replication forks (Herendeen and Kelly [@CR37]), showed that unwound DNA from viral replication origins forms two loops which are pinched by the same pair of associated T-antigen hexamers (Wessel et al. [@CR94]), thus, supporting the associated replisome model. On the other hand, in *E. coli*, sister replisomes separate shortly after DNA replication initiation and undergo DNA replication independently (Bates and Kleckner [@CR5]; Reyes-Lamothe et al. [@CR83]).

In contrast to bacteria and viruses, it remained unknown until recently whether sister replisomes are associated together in eukaryotes. In budding yeast, live-cell imaging was used to analyze the replication timing of chromosome loci (Fig. [1](#Fig1){ref-type="fig"}) (Kitamura et al. [@CR51]), at which bacteria-derived *tetO* and *lacO* arrays were integrated (Straight et al. [@CR89]; Michaelis et al. [@CR69]). These arrays bound TetR and lacI proteins, fused with fluorescent proteins, and were thus visualized as small fluorescent dots. The fluorescent dots increased their intensity upon their DNA replication when the number of *tetO* and *lacO* arrays was doubled, which defined their replication timing by microscopy (Kitamura et al. [@CR51]). Using this method, two loci were selected and visualized within a single replicon so that they locate at the opposite sides of the relevant replication origin and show similar replication timing (based on a genome-wide replication timing data: Raghuraman et al. ([@CR82])). Remarkably, these two loci came close to each other, increased their intensity, and subsequently diverged from each other during S phase (Kitamura et al. [@CR51]). Such behavior of the two loci suggests that sister replisomes are associated together during replication of the replicon. Furthermore, in a separate study, nascent DNA segments were pulse-labeled and observed by electron microscopy. This study suggested that human sister replisomes are also associated with each other during DNA replication (Ligasová et al. [@CR59]). Fig. 1Sister replisomes are associated with each other during replication in budding yeast. **A** Model of a closely associated double replisome and expected behavior of two chromosomal loci, *tetO*, and *lacO*, which bound TetR-3CFP and GFP-LacI, respectively (*top*). Their chromosomal positions are shown together with replication profile (Raghuraman et al. [@CR82]) of the relevant chromosome region (*below*). **B** Two loci come close to each other upon DNA replication. CFP (*red*), GFP (*green*), and bright field images of a representative cell are shown. The *tetO* and *lacO* are visualized as small fluorescent of dots of CFP and GFP, respectively. Two loci came close to each other, increased their intensity (−3 to 1 min) and subsequently diverged from each other during S phase. *Scale bar* represents 1 μm. The figure is adapted from Kitamura et al. ([@CR51]) with permission (Copyright© Elsevier 2006)

Possible benefits of the association of sister replisomes {#Sec4}
=========================================================

Why do cells keep sister replisomes closely associated during replication? What benefits can cells reap from it? One possibility is that the close association enables temporal coordination of DNA replication between sister replisomes. Indeed, such temporal coordination was revealed in human cells: by labeling nascent DNA on single-molecule DNA fibers (Michalet et al. [@CR70]; Herrick et al. [@CR39]); it was possible to measure the velocity of replication fork movements along template DNA, and it was found that the majority pairs of sister forks showed very similar velocity (Conti et al. [@CR18]). Intriguingly, if one fork changed its speed, its sister also changed its speed in a similar way. Given that replication forks in the adjacent replicon also shows similar velocity (Conti et al. [@CR18]), this temporal coordination may help replication forks in the same and neighboring replicons change their speed collaboratively and promptly, responding to replication stress such as the reduced amount of deoxy-nucleotides available in the nucleus. The velocity of sister replication forks also show significant correlation in budding yeast (Fig. [2](#Fig2){ref-type="fig"}); thus, the temporal coordination seems to be conserved in evolution. Fig. 2The velocity of replication fork movements is correlated between sister forks in budding yeast. **A** A representative example of measuring the velocity. We used the genome-wide replication profile (*black line*; Yabuki et al. [@CR96]), which represents the time (minutes) after release from α factor arrest at which 50% of cells complete DNA replication, along the chromosomes (1-kb intervals). Peaks and valleys (*rectangles pointing down and up*, respectively) of the profile represent replication origins and termini, respectively. To measure the velocity, first, we excluded a 5-kb region on each side of peaks and valleys in order to avoid errors due to smoothing when drawing the replication profile in that region. Second, the regions were selected for measurement of the velocity of the leftward and rightward forks (*red lines*) so that they end with the same replication timing; for example, if the right valley goes deeper than the left, the selected region for the right terminated when the left one ended. Third, we chose replicons for the analysis only when their defined regions for measurement span more than 8 kb along a chromosome both at left and right sides, as smaller ones may give larger errors. The replicon, locating at 508 kb on chromosome VIII (from the left telomere), was excluded from the analysis as it showed much larger fork velocity (11--17 kb/min) than others. **B** As described in **A**, we chose 67 replicons out of 260 identified in Yabuki et al. ([@CR96]) and measured the velocity of leftward and rightward forks. The graph indicates that the velocity of replication fork movements shows significant correlation between sister forks (Pearson's correlation, *r* = 0.4725, *p* \< 0.0001, *N* = 67)

The temporal coordination between associated sister replisomes would be indeed useful for replisomes to respond promptly to replication stress if this stress affects the whole genome. On the other hand, it may be rather harmful if the replication stress is imposed locally on particular chromosome loci. For example, when DNA damage on a chromosomal region halts or terminates the motion of a fork (Branzei and Foiani [@CR12]), the behavior of its sister fork would be also affected, widening the adverse effects of the DNA damage. Intriguingly, however, it was shown that in yeast cells, a replication fork continues to move while its sister fork is halted or terminated due to a DNA double-strand break (Doksani et al. [@CR25]). Similarly, within yeast rDNA regions, halting of a replication fork by a replication-fork barrier did not stop or slow down the progression of its sister fork (Brewer and Fangman [@CR14]; Linskens and Huberman [@CR60]). Taken together, when a replication fork is stalled upon the encounter on a local replication obstacle, its sister can behave independently. Thus, there might be a mechanism that senses a stalled replication fork and uncouples it functionally from its sister fork (Herrick and Bensimon [@CR38]).

Are there any other functional consequences or benefits of the association of sister replisomes? Another possible benefit is to avoid only a half of a replicon being replicated. Once a replication origin is unwound and replication forks are generated, the origin loses its ability to initiate replication, which requires preRC formation at the origin in eukaryotes (see ["Introduction"](#Sec1){ref-type="sec"}) and the origin methylation on both DNA strands in bacteria (Boye et al. [@CR11]). Therefore, a half replicon might fail to replicate if one replisome could initiate without waiting for the other replisome to be loaded onto the origin. If avoidance of this problem is a major benefit of associated sister replisomes, this association might not be necessary once both of them start DNA replication from an origin. Indeed, at least in bacterium *E. coli*, sister replisomes separate shortly after initiation and undergo DNA replication independently (Bates and Kleckner [@CR5]; Reyes-Lamothe et al. [@CR83]). Nonetheless, in other bacteria such as *B. subtilis* and *C. crescentus*, or in eukaryotes such as budding yeast and humans, sister replisomes seem to be associated for a longer time, perhaps throughout replication of the whole replicon (see above).

Another possible benefit of associated sister replisomes might be spatial coordination of DNA replication. The associated sister replisomes may coordinate the DNA polymerase operation for two leading and two lagging strands to avoid chromosome entanglement and to facilitate smooth reeling in and out of unreplicated and replicated DNA strands. This spatial coordination might be particularly important in eukaryotic cells, in which more complex spatial regulation may be required as their multiple replicons are processed for DNA replication in a single replication factory (see below).

Replication foci and replication factory {#Sec5}
========================================

When mammalian cells are pulse-labeled with nucleoside analogs (such as bromodeoxyuridine (BrdU)) or tagged nucleotides during S phase, DNA replication appears to start at several discrete sites called "replication foci" (Nakamura et al. [@CR72]; Nakayasu and Berezney [@CR73]). Studies with different mammalian cell lines showed that 100--1,000 foci are observed in early S-phase nuclei (Berezney et al. [@CR7]). It is estimated that each focus contains 10--100 replicons, which together represent a chromatin territory, a stable unit maintained until the next cell cycle (Jackson and Pombo [@CR45]). The average replication focus is estimated to contain ∼1 Mbp of genomic DNA in mouse cells (Ma et al. [@CR61]).

Similar replication foci were also observed in budding yeast nuclei. In vitro experiments using isolated yeast nuclei showed that a tagged nucleotide was incorporated as 15--20 discrete foci in an ORC-dependent and origin-specific manner (Pasero et al. [@CR79]). Because yeast cells lack a thymidine kinase (TK), they cannot utilize BrdU or isotope-labeled thymidine, which is widely used to visualize sites of DNA replication in intact mammalian cells. However, introduction of heterogeneous TK enabled yeast cells to incorporate BrdU in vivo (McNeil and Friesen [@CR66]; Lengronne et al. [@CR57]; Vernis et al. [@CR91]). With this method, several studies have shown that BrdU is incorporated as discrete foci into nuclei using immunostaining (Lengronne et al. [@CR57]; Hiraga et al. [@CR41]; Kitamura et al. [@CR51]). In budding yeast, however, it is unlikely that replication foci represent stable chromatin units maintained to the next cell cycle, in contrast to mammalian cells (see above). In fact, a chromosome arm locus can move vigorously covering a wide area of the yeast nucleus in a single cell cycle (Berger et al. [@CR8]; our unpublished results). This is presumably due to the small size of the yeast nucleus (see Fig. [3](#Fig3){ref-type="fig"}) and may also reflect potentially different chromatin organization between yeast and mammalian cells. Fig. 3Comparing the size of replication factories and the nucleus between budding yeast and mammalian cells. The subnuclear localization of PCNA fused with GFP during S phase in a mouse cell (*top left*; *scale bar* 1 µm; adapted from © Leonhardt et al. ([@CR58]) with permission) and in budding yeast (*top right*, *asterisks*; *scale bar* 1 µm). A magnified image of the yeast nucleus is also shown (*bottom right*). The nuclei of yeast and mouse cells are outlined in *yellow* for comparison of their sizes. Note that a large factory is composed of several small ones in a mouse cell (Leonhardt et al. [@CR58]; *Z series*, *bottom left*)

When replisome components such as DNA polymerase a and PCNA are visualized by immunolabeling in mammalian cells, they show discrete punctate signals in the nucleus during S phase (Frouin et al. [@CR31]). These punctate signals are called "replication factories" as they colocalize with replication foci, i.e., the sites of ongoing DNA replication; thus, replisome components are concentrated into discrete foci, in which multiple replicons are processed for replication (Hozák et al. [@CR44]). The organization and dynamics of replication factories were also examined in live mammalian cells that expressed PCNA, fused with a fluorescent protein, (Leonhardt et al. [@CR58]; Somanathan et al. [@CR86]). Live-cell imaging revealed that replication factories show dynamic assembly and disassembly throughout S phase.

Replication factories are also formed in the nucleus of budding yeast, as revealed by immunostaining and live-cell imaging (Ohya et al. [@CR78]; Hiraga et al. [@CR41]; Kitamura et al. [@CR51]). For example, when PCNA or DNA polymerases α and ε were visualized with fluorescent proteins, yeast cells showed 10--15 globular signals in their nuclei during S phase (Kitamura et al. [@CR51]). The size of each globular signal, i.e., replication factory, was up to 200 nm in diameter, which is smaller than the 0.5--2-mm diameter replication factories of mammalian cells (Leonhardt et al. [@CR58]; Fig. [3](#Fig3){ref-type="fig"}). However, given that large factories are composed of several small ones in mammalian cells (Leonhardt et al. [@CR58]), yeast factories may correspond to the small units of mammalian factories in terms of the size and mode of function. Replication factories in yeast change their shapes and show dynamic assembly and reassembly, similarly to mammalian cells. These replication factories at least partially colocalize with replication foci, visualized with pulse-labeled BrdU, in fixed cells (Hiraga et al. [@CR41]; Kitamura et al. [@CR51]). Furthermore, when a *tetO* array (bound by TetR fusion with a fluorescent protein) was visualized as a small fluorescent dot on a chromosome locus, the dot increased its intensity specifically upon colocalization with a replication factory, thus, confirming de novo DNA replication at factories in live cells (Kitamura et al. [@CR51]). Fission yeast nuclei also show globular signals of PCNA and DNA polymerase α during S phase (Meister et al. [@CR67], [@CR68]; Natsume et al. [@CR74]).

Replication factories: regulation, organization, and possible benefits {#Sec6}
======================================================================

Is a replication factory a preformed complex, inside of which replication is initiated? Alternatively, only after replication initiation, is the factory formed as a result of assembly of replisomes undergoing replication? A number of evidences suggest that the factory is formed only after DNA replication initiation. For example, the factory formation is dependent on the activity of cyclin-dependent kinase (CDK) 2 that triggers DNA replication initiation in vertebrate cells (Cardoso et al. [@CR16]; Jackson et al. [@CR46]; Yan and Newport [@CR97]). On the other hand, punctate signals of replication protein A (RPA) appear prior to DNA replication in *Xenopus* egg extract system (Adachi and Laemmli [@CR1], [@CR2]). However, it turns out that RPA, which binds single-strand DNA with dependence on preRC (and therefore, directly relevant to DNA replication), forms factories only after replication initiation in S phase (Jackson et al. [@CR46]; Yan and Newport [@CR97]; Dimitrova et al. [@CR23]).

Replication factories are also formed after replication initiation in yeast cells, where the factory formation is delayed if the activation of S-phase CDK is retarded (Kitamura et al. [@CR51]). Furthermore, if the origin licensing becomes defective in yeast cells by depletion of Cdc6, the factory formation is abolished even if other S-phase events such as S-phase CDK activation takes place normally. These results suggest that in cells ranging from yeast to vertebrates, the assembly of active replisomes undergoing DNA replication leads to the formation of replication factories.

As discussed above, replication factories show dynamic assembly and disassembly during S phase. As a result, how do factories change their organization in the nucleus? In mammalian cells, a large number of factories are distributed throughout the nucleus, except for the nucleolus, during early S phase. During mid S phase, they appear at the periphery of the nucleus, where heterochromatin is enriched. Then, in late S phase, large factories, composed of several independent small ones (see Fig. [3](#Fig3){ref-type="fig"}), are formed inside the nucleus (Leonhardt et al. [@CR58]). The change in the distribution of replication factories was also examined in fission yeast (Meister et al. [@CR68]). After the onset of S phase, factories appear throughout the nucleus except for the nucleolus. Later in S phase, large factories appear at the edge of the nucleolus. Interestingly, this temporal pattern is regulated by Cds1 (Chk2) kinase, a regulator of S-phase checkpoint, even in the absence of replication stress (Meister et al. [@CR68]). In vertebrate cells, it was shown that another checkpoint kinase Chk1 is involved in temporal pattern of origin firing during unperturbed S phase (Maya-Mendoza et al. [@CR63]). When DNA replication is halted due to replication stress, the replication checkpoint pathway is also required to maintain the organization of replication factories (Dimitrova and Gilbert [@CR22]).

In mammalian cells, a replication focus is considered to represent a cluster of multiple replicons (10--100) that synchronously fire in S phase, although the number of replicons per focus and its synchrony seem to be highly heterogeneous (Berezney et al. [@CR7]). What group of replicons forms a replication focus that is processed for replication in a single replication factory? Intriguingly, as S phase proceeds, a replication focus appears in close proximity to a focus replicating earlier, suggesting that replication may proceed to neighboring regions by a domino effect involving local changes of chromatin states (Sporbert et al. [@CR87]; Sadoni et al. [@CR85]). In budding yeast, neighboring replicons along a chromosome region can be grouped into clusters, each of which comprises several origins that initiate replication with similar timing and behave similarly after deletion of an S-phase cyclin (Yabuki et al. [@CR96]; McCune et al. [@CR65]). The origins in the same cluster might be processed in the same replication factory. On the other hand, replicons on different chromosomes, such as those at centromere or telomere regions (see below), might be processed in the same factory due to their proximity in the nucleus.

Are there any benefits of forming replication factories and undergoing replication at discrete sites? One possible benefit might be that by concentrating replisome components and DNA-building materials such as deoxy-nucleotides, cells may increase the efficiency of DNA replication. In addition, a group of replicons processed in each replication factory may form a unit that responds coordinately to a replication stress or DNA damage. For example, it is suggested that under a replication stress, the replication initiation from dormant origins is promoted within the factories that have been already formed while replication initiation is suppressed outside of these factories (Ge et al. [@CR32]). Moreover, when the speed of replication forks changes, this affects the programming of origin firing in the next cell cycle (Courbet et al. [@CR20]), in which replication factories may signal a change of the fork speed.

DNA replication at centromeres and telomeres {#Sec7}
============================================

In this section, we briefly discuss DNA replication at centromeres and telomeres as examples of spatial regulation of replication in particular chromosome contexts. In budding yeast, spindle pole bodies (SPBs; microtubule-organizing centers in yeast) are embedded in the nuclear envelope, which remains intact throughout the cell cycle (closed mitosis; Heath [@CR35]), and kinetochores are tethered to SPBs by microtubules during most of the cell cycle. However, it was revealed that, upon centromere DNA replication, kinetochores are transiently disassembled, causing centromere detachment from microtubules for 1--2 min (Kitamura et al. [@CR52]). Subsequently kinetochores are reassembled and interact with microtubules again. Because centromeres are replicated in early S phase in budding yeast (McCarroll and Fangman [@CR64]; Raghuraman et al. [@CR82]), centromere detachment and reattachment also happen in early S phase. The timing of these events is presumably crucial to make a time window sufficient (even in the absence of G2 phase; see below) for establishment of proper kinetochore--microtubule attachment, prior to chromosome segregation in subsequent anaphase.

Telomeres in budding yeast tend to localize at the nuclear periphery from the end of mitosis to G1 phase, and this localization depends on the Ku- and Sir-mediated anchoring mechanisms (Hediger et al. [@CR36]; Taddei and Gasser [@CR90]). Prior to anaphase, however, telomeres localize randomly within the nucleus (Laroche et al. [@CR54]; Hediger et al. [@CR36]). It was demonstrated that the delocalization of telomeres from the nuclear periphery is triggered by their DNA replication, which suppresses the Ku-mediated anchoring mechanism in late S phase (Ebrahimi and Donaldson [@CR26]). The detachment of telomeres from the nuclear periphery probably enhances telomere mobility in the nucleus, which has an advantage in subsequent chromosome segregation. Thus, replication at centromeres and telomeres is closely linked to chromosome segregation in mitosis. This link is probably crucial in budding yeast as it is thought that S phase and mitosis are overlapped, and G2 phase is absent in this organism (Kitamura et al. [@CR52]).

Conclusions and perspectives {#Sec8}
============================

DNA replication is a spatially regulated process at multiple levels; i.e., from replisome architecture to subnuclear chromosome organization. The spatial regulation of DNA replication is closely linked to its temporal regulation. Both spatial and temporal regulations seem to be important for efficient duplication of chromosomes, for proper responses to replication stresses and for coupling DNA replication with other cellular events such as chromosome segregation.

Several new methods have been developed and widely applied over the last decade, making considerable contribution to the research field. For example, genome-wide approaches have introduced unbiased and thorough landscapes of genome replication in yeast and other organisms (Raghuraman et al. [@CR82]; Wyrick et al. [@CR95]; Yabuki et al. [@CR96]; MacAlpine et al. [@CR62]). Single-cell and single-molecule assays have enabled analyses of DNA replication in high spatial and temporal resolution and have opened a window into how DNA replication differs from cell to cell and from chromosome to chromosome (Michalet et al. [@CR70]; Herrick et al. [@CR39]; Kitamura et al. [@CR51]). Further development of these methods and other biochemical, genetic, and cell biological approaches will advance further the research of chromosome duplication.
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